Fig. S1. Murine p53 protein purification steps. (A and B)
p53 purified on Niaffinity column. Lane T = total protein loaded onto the column, lanes 1 to 4 represent fractions of p53 protein eluted with 50, 100, 150 mM of imidazole; lanes 5 to 8 subsequent elution fractions with 250 mM of imidazole. Lane M = NEB broad range protein molecular weight markers in kDa. Gels with identical samples were stained with either coomassie blue (A) or silver (B). Fractions 3 to 8 were pooled together, concentrated and loaded on a gel-filtration column. (C) p53 protein fractions after gel-filtration. Fractions 3 and 4 were pooled together, verified by mass spectrometry and used for cryo-EM experiments. (D) p53 DNA-binding assessed by EMSA. Lanes 1-3: Increased amounts of ADP were added to the purified murine p53. Lanes 4, 5 and 6: p53 specific antibodies were added to the p53-DNA mix. PAb1620 and PAb246 antibodies that recognise p53 core domains of p53 in the wild type conformation efficiently compete with the complex formation, whereas anti-PAb421 C-terminal antibody stabilizes and supershifts it. 
